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Please amend the specification as shown: 

Please insert the Sequence Listing paper copy, filed herewith, into the 
application. 

Please delete paragraph [01 12] on page 34, and replace it with the following 
paragraph: 

[0112] Urotensin II is a peptide having the sequence AlarGly-Thr-Ala-Asp-Cys-Phe-Trp-Lys- 
Tyr-Cys-Val, (SEP ID NO: 7) with a disulfide bridge between Cys6 and Cys 1 1 . Human urotensin 2 
(UTN) is synthesized in a prepro form. Processed urotensin 2 has potent vasoactive and 
cardiostimuiatory effects, acting on the G protein-linked receptor GPR14. 

Please delete paragraph [0237] on pages 93-95, and replace it with the 
following paragraph: 

[0237] Assays for MMP-9 were performed using murine anti-MMP-9 antibodies generated by 
Biosite Incorporated using phage display and recombinant protein expression as described previously 
(U.S. Patent No. 6,057,098). Commercially available MMP-9 antigen was used for assay 
standardization (Calbiochem-Novabiochem Corporation, San Diego, CA). The immunogen used for 
antibody production was prepared by Biosite Incorporated. PCR primers were made corresponding 
to sequence at the 5 '-end of human MMP-9 and the coding sequence at the 3 '-end of human MMP-9 
(Genbank accession number J05070), including six histidine codons inserted between the end of the 
coding sequence and the stop codon to assist in purification of the recombinant protein by metal- 
chelate affinity chromatography, primers A 

(5'(AGGTGTCGTAAGCTTGAATTCAGACACCTCTGCCGCCACCATGAG) SEQ ID NO: 4^5) and 
B 

(5'(GGGCTGGCTTACCTGCGGCCTTAGTGATGGTGATGGTGATGGTCCTCAGGGCACTGC 
AGGATG) SEQ ID NO:36), respectively. The 5' primer also contains 21 base pairs of pEAK12 
vector sequence (Edge BioSystems, Gaithersburg, MD) at its 5 '-end corresponding to the EcoRI site 
and sequence immediately upstream. The 3' primer contains an additional 20 base-pairs of vector 
sequence, including 6 bases of the NotI site and the sequence immediately downstream, at its 5' end. 
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The vector sequence at the 5'- ends of these primers will form, upon treatment with T4 DNA 
polymerase, single-stranded overhangs that are specific and complementary to those on the pEAK12 
vector. The PCR amplification of the MMP-9 gene insert was done on a 2x 1 00 reaction scale 
containing 100 pmol of 5' primer (A), 100 pmol of 3' primer (B), 2.5 units of Expand polymerase, 10 
(xl 2 mM dNTPs, 10 |li1 lOx Expand reaction buffer, 1 ^l of Clontech Quick-clone human spleen 
cDNA (Clontech Laboratories, Palo Alto, CA) as template, and water to 100 |J.L The reaction was 
carried out in a Perkin-Elmer thermal cycler as described in Example 1 8 (U.S. Patent 6,057,098). 
The PCR products were precipitated and fractionated by agarose gel electrophoresis and fiiU-length 
products excised from the gel, purified, and resuspended in water (Example 17, U.S. Patent 
6,057,098). The pEAK12 vector was prepared to receive insert by digestion with NotI and EcoRI 
(New England BioLabs, Beverly, MA). The insert and EcoRI/NotI digested pEAK12 vector were 
prepared for T4 exonuclease digestion by adding 1 .0 |il of lOx Buffer A to 1 .Ojig of DNA and 
bringing the final volume to 9jxl with water. The samples were digested for 4 minutes at 3(fC with 
\\\X (lU/(al) of T4 DNA polymerase. The T4 DNA polymerase was heat inactivated by incubation at 
70^C for 10 minutes. The samples were cooled, briefly centrifuged, and 45 ng of the digested insert 
added to 100 ng of digested pEAK12 vector in a fresh microfuge tube. After the addition of 1 .0 ^l of 
lOx annealing buffer, the volume was brought to with water. The mixture was heated to 70°C 
for 2 minutes and cooled over 20 minutes to room temperature, allowing the insert and vector to 
anneal. The annealed DNA was diluted one to four with distilled water and electroporated (Example 
8, U.S. Patent 6,057,098) into 30 ^il of electrocompetent E, coli strain, DHIOB (Invitrogen, Carlsbad, 
CA). The transformed cells were diluted to l.Oml with 2xYT broth and 10 |il, 100 \x\, 300 \x\ plated 
on LB agar plates supplemented with ampicillin (75)ig/ml) and grown overnight at 3TC. Colonies 
were picked and grown overnight in 2xYT (75|j,g/ml ampicillin at 37°C. The following day glycerol 
freezer stocks were made for long term storage at-80°C. The sequence of these clones 
(MMP9peakl2) was verified at MacConnell Research (San Diego, CA) by the dideoxy chain 
termination method using a Sequatherm sequencing kit (Epicenter Technologies, Madison, WI), 
oligonucleotide primers C 5XTTCTCAAGCCTCAGACAGTG) SEQ ID NO:3) and D 
(5'(CCTGGATGCAGGCTACTCTAG) SEQ ID NO:4) that bind on the 5' and 3' side of the insert in 
the pEAK12 vector, respectively, and a LI-COR 4000L automated sequencer (LI-COR, Lincoln, NE). 
Plasmid suitable for transfection and the subsequent expression and purification of human MMP-9 
was prepared from clone MMP9peakl2.2 using an EndoFree Plasmid Mega Kit as per manufacturer's 
recommendations (Qiagen, Valencia, CA). HEK 293 ("Peak") cells were expanded into a T-75 flask 
from a 1ml frozen vial stock (5x10^ cells/ml) in IS 293 medium (Irvine Scientific, Santa Ana, CA) 
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with 5% fetal bovine serum (FBS) (JRH Biosciences, Lenexa, KS), 20 units/ml Heparin, 0.1% 
Pluronic F-68 (JRH Biosciences, Lenexa, KS), and 50 fxg/ml Gentamicin (Sigma, St. Louis, MO). 
After incubating at 37°C, 85% humidity, and 5% CO2 for 2-3 days, the cells were expanded into a T- 
175 flask while reducing the FBS to 2% in the medium. The cells were then continuously expanded 
1 :2 over a period of 2-3 weeks, establishing a consistent mono-layer of attached cells. Peak cells 
grown with the above method were centrifiiged at 1000 rpm for 6 minutes, and the supernatant was 
discarded. After counting the cells to establish the density and checking for at least 90% viability 
with a standard dye test, the cells were resuspended at 5x10^ cells/ml in 400ml IS 293 with 2% FBS 
and SO ^.g/ml Gentamicin and added to a 1 L spinner flask. Then, to a conical tube 5ml IS 293 and 
320|j.g MMP-9 DNA were added per 400ml spinner flask. This was mixed and incubated at room 
temperature for 2 minutes. 400^1 X-tremeGENE RO-1539 transfection reagent (Roche Diagnostics, 
Indianapolis, IN) per spinner was added to the tube that was then mixed and incubated at room 
temperature for 20 minutes. The mixture was added to the spinner flask, and incubated at 37°C, 85% 
humidity, and 5% CO2 for 4 days at 100 rpm. The cell broth fi-om the above spinner flask was spun 
down at 3500 rpm for 20 minutes, and the supernatant was saved for purification of the MMP-9. A 
column containing 20ml Chelating Fast Flow resin (Amersham Pharmacia Biotech, Piscataway, NJ) 
charged with NiCh was equilibrated with BBS. Then the supernatant from the spinner flask was 
loaded on the column, washed with BBS + lOmM imidazole, and eluted with 200mM imidazole. The 
elution was used for the load of the next purification step after adding CaCb to lOmM. A column 
with 5ml gelatin sepharose 4B resin (Amersham Pharmacia Biotech, Piscataway, NJ) was 
equilibrated with BBS + lOmM CaCb. After loading the antigen, the column was washed with 
equilibration buffer, and the MMP-9 was eluted using equilibration buffer + 2% dimethyl sulfoxide 
(DMSO). Polyoxyethyleneglycol dodecyl ether (BRIJ-35) (0.005%) and EDTA (lOmM) were added 
to the elution, which was then dialyzed into the final buffer (50mM Tris, 400mM NaCl, lOmM 
CaCb, 0.01% NaNa, pH 7.5, 0.005% BRIJ-35, lOmM EDTA). Finally, the protein was concentrated 
to approximately 0.25 mg/ml for storage at 4°C. Zymogram gels were used to check for production 
and purification of MMP-9. Western blots were also used to check for activity of the protein. MMP- 
9 (Oncogene Research Products, Cambridge, MA) was used for comparison of the purified antigen 
made using the PEAK cell system to known standards. 
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